Supernatants (free/unbound proteins) were assessed for FADD, procaspase-8 and c-FLIP S .
The corresponding bead-bound complexes are shown in Figure 5C . Expression constructs -GST-TRAIL-R1/R2-IcD and CD95-IcD fusion proteins were generated as described previously (Harper et al., 2003) . Full length FADD (r-FADD) was generated as described previously (Hughes et al., 2009) propidium iodide uptake as described previously (Sun et al., 1999) and were analyzed on a FACSCalibur flow cytometer using CellQuest software (BD Biosciences, San Jose, CA).
Supplemental Experimental Procedures

Materials
Western Blot Analysis -SDS-PAGE and Western immunoblotting were carried out as described previously (MacFarlane et al., 1997) .
In vitro GST pull-downs -Jurkat cell lysates were made essentially as described (Harper et al., 2003; Hughes et al., 2013) . For receptor pull-downs, 10 mg of cell lysate (20 mg/ml) was incubated with 10 g of purified GST-TRAIL-R1-IcD fusions bound to glutathione-Sepharose beads for 16 h at 23°C. Where indicated, caspase-8-deficient lysates were supplemented with the specified amounts of IVT generated r-procaspase-8b in the presence of zVAD.fmk 
LC-MS/MS identification and quantification of DISC proteins -TRAIL and CD95 DISC
proteins were analysed by LC-MS/MS. Briefly, purified protein complexes were separated on SDS-PAGE gels, stained with colloidal coomassie, serially sectioned and the gel slices destained before reduction/alkylation of the proteins and digestion with trypsin (Boyd et al., 2009; Dickens et al., 2012) . Extracted tryptic peptides were concentrated to dryness and resuspended in 5% formic acid (FA) and acetonitrile (9:1), spiked with 20-40 fmol/µl ADH1 and BSA MassPREP standards (Waters Corporation, Manchester, UK). Aliquots (2-4 µl)
were applied to a reverse phase BEH130 C18 column (25 cm X 75 µm X 1.7 µm I.D.) using a Waters nanoAcquity UPLC system interfaced to a Synapt G2-S HDMS mass spectrometer. Peptides were eluted (0.3 µl/min) with 50 min, 3-40 % (0.1% FA/acetonitrile) gradients and analysed in data-independent acquisition (DIA) and ion mobility (HDMS   E   ) modes using a T-wave velocity of 650 m/sec (Craxton et al., 2015) . Stepped 4 eV and 20-50 eV voltage switching generated collision induced (CID) peptide fragmentation. Low energy and CID LC-MS/MS data were acquired (1 sec cycle scan time and 50-2000 m/z mass range) and processed using Waters ProteinLynx Global SERVER (PLGS 3.0) using the UniProt Human database (UniProtKB release 2014_11, 20,265 entries). Peptide mass and fragment mass tolerances were set to auto, with one missed cleavage and variable modifications for methionine oxidation and carbamidomethylation of cysteines. The PLGS "TOP 3" method with a false discovery rate of 1% was used for absolute protein quantification as described previously (Silva et al., 2006a; Silva et al., 2006b ).
